[Inhibition of MYH9 expression by short hairpin RNA expression vector in human umbilical vein endothelial cells (HUVEC)].
To construct the expression vector of small hairpin RNA (shRNA) and to investigate its efficacy in silencing nonmuscle myosin heavy chain IIA (MYH9)gene. According to the MYH9 cDNA sequence in GenBank, three shRNA expression vectors targeting MYH9 gene were constructed and were confirmed by digestion with restriction enzymes and DNA sequencing. The recombinant plasmids were transfected into HUVEC cells. The expression of MYH9 was determined by semi-quantitative RT-PCR at mRNA level and by western blotting at protein level at 24 h, 48 h and 72 h after transfection. The decrease of MYH9 expression at mRNA and protein levels gradually became more evident from 24 h to 48 h, and achieved the maximal degree at 48 h, then became weakened and restored at 72 h. The efficiency of pGCsi-MYH9-3 was the best among these three plasmids. The introduction of pGCsi-MYH9-3 was showed to efficiently and specifically inhibit the expression of MYH9 with inhibitory rate at 71.2% according to results of Western blot. RT-PCR results showed that mRNA transcription of MYH9 gene was reduced by 86.5% at 48 h after introduction of pGCsi-MYH9-3. Plasmid pGCsi-MYH9-3 could inhibit MYH9 expression in HUVEC cells successfully and effectively, which promised its further application in related function analysis of MYH9.